. Production and functional verification of the recombinant IL-17RA receptor. (A) The recombinant IL-17RA protein was produced in E. coli SHuffle strain, purified on Ni-NTA-agarose chromatography and the purity of the protein was verified on SDS-PAGE (CE indicates a soluble protein purified from a cytosolic fraction, UE indicates protein purified from an urea extract). Recombinant product of 40 kDa was visualized on polyacrylamide gel. (B) Binding activity of recombinant IL-17RA produced in E. coli tested in ELISA. The protein purified on Ni-NTA agarose, eluted in 4 M urea and diluted in a coating buffer was immobilized in 96-well plate overnight. The human IL-17A protein was added in series of dilutions in phosphate buffer and its binding was detected using anti-human IL-17A rabbit polyclonal antibody followed by anti-rabbit IgG-HRP conjugate.
. Secretion of Gro-α by CCD-1070Sk skin fibroblasts upon stimulation by IL-17A. Cells were stimulated by 20 ng/ml human IL-17A cytokine and after cultivation for 6, 15, 24, 30 or 48 hours, cell supernatants were collected and the levels of Gro-α were measured by ELISA.
